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(54) PREVENTIVES AND AMELIORATING AGENTS FOR PERIODONTOSIS 

(57) Preventives and ameliorating agents for perio- 
dontosis which contain as the active ingredient a basic 
protein originating in milk which is obtained by bringing 
milk or a material originating in milk with a cation 
exchange resin and then eluting the adsorbed fraction 
with an eluent and has an isoelectric point of from 7.5 to 
11; and foods, drinks, toothpastes or drugs such as 
throat washings containing these preventives and amel- 
iorating agents. 
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Description 

Technical Field 

5 [0001] This invention relates to a periodontal disease preventive and ameliorative agent with a milk-derived basic 
protein as an effective ingredient This invention also relates to the utilization of the periodontal disease preventive and 
ameliorative agent with a milk-derived basic protein as an effective ingredient for a food/drink and medicament. 

Background Art 

10 

[0002] In recent years, periodontal disease has become an object of public concern . Unlike dental caries, periodon- 
tal disease is a disease wherein the foundation of the teeth becomes weak and the use of teeth other than a decayed 
tooth is eventually lost In addition, it is said that there are a large number of people who show symptoms of periodontal 
disease. In this sense, periodontal disease is a more serious disease than dental caries. 

15 [0003] Conventionally, prevention of periodontal disease is conducted from a point of view to prevent bacteria, the 
cause of the disease, from propagating by removing dental plaque, or gargling with a mouthwash that contains antibac- 
terial agent. But the effectiveness of these methods is considered to be low for advanced cases of periodontal disease. 
In other words, at the terminal stage of periodontal disease, a decrease in alveolar bone is observed and once alveolar 
bone is lost, it is diff icult to reproduce it Thus, if a tooth is lost due to periodontal disease, it interferes with people's daily 

so life, because, needless to say, it is difficult to eat and it engenders pain, etc. Therefore, an immediate and effective pre- 
ventive/ameliorative means is called for. However, at this moment no periodontal disease preventive and ameliorative 
agent, which is effective to curb decrease in alveolar bone, is available. 

Disclosure of Invention 

25 

[0004] A problem that this invention is intended to solve is to provide a periodontal disease preventive and amelio- 
rative agent with a milk-derived basic protein as an effective ingredient. Another problem that this invention is intended 
to solve is to provide a medicament and food/drink in which this periodontal disease preventive and ameliorative agent 
with a milk-derived basic protein as an effective ingredient is contained. 
so [0005] The inventors of this invention discovered that basic protein, which is contained in milk in a very small 
amount, has a remarkable effect on the prevention and amelioration of periodontal disease and came to complete this 
invention. 

[0006] As ingredients, milk such as cow's milk, goafs milk and sheep's milk can be used. The above-mentioned dif- 
ferent types of milk can be used as is, in the form of fresh milk, or in the form of prepared products such as powered 

35 milk, skim milk, reduced milk, whey, etc. 

[0007] The basic protein used in this invention is obtained by contacting the above-mentioned milk with cation- 
exchange resin, and then eluting a fraction adsorbed by the resin using an elution solution with a salt concentration of 
0.1M-1.0M. Further, the basic protein obtained can be used after desalting or condensing it, if necessary. 
[0008] Basic protein obtained in this way is a milk-derived basic protein fraction that has a molecular weight distri- 

40 bution of 3,000-80,000 Daltons by sodium dodecyl-polyacrylamide gel sulfate (SDS-PAGE) electrophoresis and has an 
isoelectric point of 7.5-1 1 . Its main components are lactoferrin and I adoper oxidase and, as its amino acid constituent 
in protein, it contains basic amino acids by more than 15 weight percents. 

[0009] in addition, the periodontal disease preventive and ameliorative agent of this invention has the above-men- 
tioned basic protein as its main ingredient, and it can be blended into a food/drink and medicament, for example, in the 
45 form of toothpaste, gargling agents, candies, chewing gum, lozenges, etc. As a method of dosing as a medicament, it 
is desirable to apply about 1-S0mg/day for an adult to the surface of teeth, divided into several applications. 
[0010] Further, the basic protein of this invention is essentially the ingredient of milk and is considered to be safe. 
In fact, as the result of toxicity tests using rats, no acute toxicity was found. 

so Best Mode for Carrying Out the Invention 

( Manufacturing example) 

Preparation of milk-derived basic protein 

55 

[0011} After fully rinsing out a column in which 100g of cation-exchange resin (sulfonated chitopearl manufactured 
by Fujibousekf) was placed using deionized water, unsterilized skim milk 101 was run through the column at a flow of 
10 ml/min. After fully rinsing out the column with deionized water, 0.05M phosphate buffer (pH7) 21 containing 0.1M 
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sodium chloride was run through. Subsequently, gradient elution from 0.5M to 1 .0M was performed using 0.05M phos- 
phate buffer (pH7) containing 0.1M sodium chloride and 0.05M phosphate buffer (pH7) containing 1 .OM sodium chlo- 
ride to elute basic protein adsorbed by the resin and recover it. This eluate was desalted using a reverse osmosis 
membrane. After concentrating it, it was lyophilized, and powdered basic protein was obtained. By repeating this oper- 
5 ation eight times and 821 g of basic protein was obtained. 



< Testing Example) 



Evaluation of decreased alveolar bone: 

10 

£001 2] 54 six-week-old golden hamsters were raised preliminarily for a week. Under etherization, sterilized silk 
suture No. 4- for surgical use was put 5 times around the tooth cervix part of Ml of the golden hamsters. They were 
raised by being fed food (D#2000: Keyes, RH. and Jordan: Archs. Oral. Biol. 9: 377-400, 1964) to cause them to have 
periodontal disease. The hamsters were then divided into three equal groups of 18 each, the control group, the basic 

15 protein 0.5mg/ml group and the basic protein 5mg/m! group. Treatment lo continuously soak the inside of oral cavity of 
the hamsters with basic protein of respective concentration for about 10 minutes twice a day was conducted. Three 
days, seven days and fourteen days after the start of this treatment, by selecting six hamsters from each group, after 
performing fixed perfusion using 2.5% giutaraldehyde solution (pH 7.4) for about 20 minutes, both sides of the lower jaw 
bone were removed and the amount of decreased alveolar bone was evaluated. After the removed jawbones were f ixed 

20 with 2.5% giutaraldehyde solution, a soft X-ray photograph was taken. The photos were analyzed using an image ana- 
lyzer (PIAS LA-555). By measuring an area between an enamel cement border and the alveolar bone top near M1 , the 
amount of decreased alveolar bone was evaluated. 

[0013] The results are shown in Table 1 . The amount of decreased alveolar bone of the hamsters in the groups to 
which basic protein 0.5mg/ml and 5mg/ml were administered is significantly low and this effect was concentration- 
25 dependent. These results demonstrate that milk-derived basic protein inhibits decrease in the alveolar bone and it is 
effective for the prevention and the amelioration of periodontal disease. 



[Table 1] 



The Effectiveness to Control the Decreased Alveolar Bone by 
Milk-derived Basic Protein 


Control 


Basic Protein 


Basic Protein 






0.5mg/ml 


5mg/ml 


Decreased Area (mm 2 ) 






3 days after 


0.25 


0.22 


0.14 


7 days 


1.21 


0.83 ** 


0.36 ** 


14 days 


1.64 


1.01 ** 


0.45 ** 



"Note: As contrasted with the control group, there are significant 
differences. (P<0.01> 



46 < Example 1 > 

Manufacture of toothpaste for periodontal disease preventive and ameliorative purposes 

[0014] Toothpaste for periodontal disease preventive and ameliorative purposes was manufactured by blending 
so each ingredient with the percentage shown in Table 2 below and placing the product in a container. 



[Table 2] 



Glycerin 


70.0 (weight percent) 


Silicon dioxide 


20.0 


Xanthan gum 


1.0 
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[Table 2] (continued) 


Mint flavor 


1.0 


Titanium oxide 


0.7 


Sodium fluoride 




Distilled water 


e.5 


Milk basic protein 


0.5 



10 

(Example 2) 

Manufacture of a gargle for periodontal disease preventive and ameliorative purposes 

is [001 5] A gargle for periodontal disease preventive and ameliorative purposes was manufactured by blending each 
ingredient in the percentage shown in Table 3. 



[Table 3] 



Ethanol 


8.0 (weight percent) 


Perfume 


0.9 


Sorbitol 


5.0 


Propylene glycol 


s.o 


Milk basic protein 


0.1 


Distilled water 


81.0 



so ( Example 3) 

Manufacture of chewing gum for periodontal disease preventive and ameliorative purposes 

[0016] According to the weight percentage shown in Table 4. after gum base was dissolved and each ingredient 
3s was blended in, the product was shaped, resulting in chewing gum for periodontal disease preventive and ameliorative 
purposes. 



[Table 4] 



Gum base 


20.0 (weight percent) 


Com syrup 


9.0 


Dextrose 1 hydrate 


10.0 


Lactose 


5.0 


Glycerin 


5.0 


Sugar 


50.0 


Milk basic protein 


1.0 



50 



55 
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< Example 4 > 

Manufacture of candies for periodontal disease preventive and ameliorative purposes ugar and glutinous starch 
syrup were blended at the weight percentages shown in Table 5. The mixture was boiled at 1 50° C (302°F) until it was 
5 condensed. After it was cooled to 115 & C (239° F), milk basic protein in the amount of 0.1 weight percent was stirred in. 
After it was cooled on a cooling disk, it was shaped, resulting in candies for periodontal disease preventive and amelio- 
rative purposes, 

[0017] 

10 



[Table 5] 





Sugar 


69.9 (weight percent) 


15 


Glutinuos starch syrup 


30.0 




Milk basic protein 


0.1 



Industrial,,Applrcab|!ity 

so 

[0018] he periodontal disease preventive and ameliorative agent of this invention with milk-derived basic protein as 
its effective ingredient can inhibit alveolar bone decrease that occurs in the terminal stage of periodontal disease. 
Hence it greatly contributes to prevention and amelioration of this disease, 

[0019] Also, since the periodontal disease preventive and ameliorative agent of this invention can be blended in a 
25 food/drink and medicament, for example, in the forms of toothpaste, gargling agents, candies, chewing gum, lozenges, 
etc so as to effectively apply them to the surface of teeth, substantial preventive and ameliorative effects can be 
obtained. 

Claims 

30 

1 . A periodontal disease preventive and ameliorative agent comprising a milk-derived basic protein as its effective 
ingredient, which protein has an isoelectric point within a range of 7.5-1 1. 

2. A periodontal disease preventive and ameliorative agent comprising a milk-derived basic protein as its effective 
35 ingredient, which protein is obtained by contacting a milk or milk-derived ingredient with cation-exchange resin, and 

then eiuting a fraction adsorbed by the resin using an eiution solution. 

3. A food and drink for periodontal disease prevention and amelioration, comprising a milk-derived basic protein as its 
effective ingredient, which protein has an isoelectric point within a range of 7.5-1 1 . 

40 

4. A food and drink for periodontal disease prevention and amelioration, comprising a milk-derived basic protein as its 
effective ingredient, which protein is obtained by contacting a milk or milk-derived ingredient with cation-exchange 
resin, and then eiuting a fraction adsorbed by the resin using an eiution adsorption solution. 

45 5. A medicament for periodontal disease prevention and amelioration, comprising a nnr Ik-derived basic protein as its 
effective ingredient, which protein has an isoelectric point within a range of 7.5-1 1. 

6, A medicament for periodontal disease prevention and amelioration, comprising a milk-derived basic protein as its 
effective ingredient, which protein is obtained by contacting a milk or milk-derived ingredient with cation-exchange 

so resin, and then eiuting a fraction adsorbed by the resin using an eiution solution. 

7. A toothpaste or gargling agent for periodontal disease prevention and amelioration, comprising a milk-derived basic 
protein as its effective ingredient, which protein has an isoelectric point within a range of 7.5-11. 

55 8. A toothpaste or gargles for periodontal disease prevention and amelioration, comprising a milk-derived basic pro- 
tein as its effective ingredient, which protein is obtained by contacting a milk or milk-derived ingredient with cation- 
exchange resin, and then eiuting a fraction adsorbed by the resin using an eiution solution. 
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